Background: As a mild, highly contagious, respiratory disease, swine influenza always damages the innate immune systems, and increases susceptibility to secondary infections which results in considerable morbidity and mortality in pigs. Nevertheless, the systematical host response of pigs to swine influenza virus infection remains largely unknown. To explore it, a time-course gene expression profiling was performed for comprehensive analysis of the global host response induced by H1N1 swine influenza virus in pigs. Results: At the early stage of H1N1 swine virus infection, pigs were suffering mild respiratory symptoms and pathological changes. A total of 268 porcine genes showing differential expression (DE) after inoculation were identified to compare with the controls on day 3 post infection (PID) (Fold change ≥ 2, p < 0.05). The DE genes were involved in many vital functional classes, mainly including signal transduction, immune response, inflammatory response, cell adhesion and cell-cell signalling. Noticeably, the genes associated with immune and inflammatory response showed highly overexpressed. Through the pathway analysis, the significant pathways mainly concerned with Cell adhesion molecules, Cytokine-cytokine receptor interaction, Toll-like receptor signaling pathway and MAPK signaling pathway, suggesting that the host took different strategies to activate these pathways so as to prevent virus infections at the early stage. However, on PID 7, the predominant function classes of DE genes included signal transduction, metabolism, transcription, development and transport. Furthermore, the most significant pathways switched to PPAR signaling pathway and complement and coagulation cascades, showing that the host might start to repair excessive tissue damage by anti-inflammatory functions. These results on PID 7 demonstrated beneficial turnover for host to prevent excessive inflammatory damage and recover the normal state by activating these clusters of genes. Conclusions: This study shows how the target organ responds to H1N1 swine influenza virus infection in pigs. The observed gene expression profile could help to screen the potential host agents for reducing the prevalence of swine influenza virus and further understand the molecular pathogenesis associated with H1N1 infection in pigs.
Background
Swine influenza is a respiratory disease in pigs characterized by fever, anorexia, tachypnea, dyspnea and coughing [1] . The causative agent, swine influenza virus (SwIV) contains three key subtypes: H1N1, H3N2 and H1N2 circulating in pigs worldwide [2] [3] [4] [5] . In pig flocks, H1N1, as the predominant subtype in clinical surveys or in the NCBI Influenza resource, has been further categorized into classical swine H1N1 virus, human-like H1N1 virus and European avian-like H1N1 virus [6] [7] [8] . In March 2009, a novel swine-origin H1N1 influenza virus containing a unique combination of gene segments of the North American and Eurasian SwIV lineages has continued to circulate in humans and raised severe concerns about pandemic developments. And the finding indicates the significant role of H1N1-subtype SwIV in the evolution of new viruses with pandemic potential [9] .
SwIV replication is mainly restricted to epithelial cells in the respiratory tract with the lung being the major target organ [10] . As a short-lasting disease, swine influenza manifests itself with an incubation period of 1-3 days, then the recovery follows, which is limited to 6 or 7 days after infection [11] . During the acute phase of the disease, SwIV induces an overwhelming and simultaneous pro-inflammatory cytokines in the lungs of infected animals [12] . Recently, researchers have found that after H1N1 SwIV infection, secretion of innate, pro-inflammatory, Th1, Th2, and Th3 cytokines was observed in infected pig lungs, which could be useful indicator for host anti-viral response and SwIV pathogenesis [13] . Among the cytokines, several have been demonstrated to be related with anti-viral functions or tissue damage at the acute stage of SwIV infection, such as IFN-alpha [14] , tumour necrosis factor-alpha [15] , interleukins [16] . As mentioned above, swine influenza infection has the characteristics of lasting for a short period and quick recovery, which suggests that great number anti-viral molecules, such as IFN-stimulated genes, may play a central role in the infection course, although the detailed information remains to be obtained. Moreover, cytokines are suggested to be able to partly explain why invasive SwIV could cause severe tissue damage by influx of inflammatory cells, which makes animals more susceptible to secondary bacterial infections. In the clinical surveillance, SwIV was a frequent co-infecting agent in swine pneumonia cases [17] . In the previous studies, the experimental dual infection in pigs with a H1N1 SwIV and other pathogens were carried out, and the results determined the contributions of SwIV infection to the enhanced susceptibility to secondary bacteria induced pneumonia [18, 19] . To date, investigators have mainly concentrated their attention on the implications of swine influenza for public health. However, it is equally worth elucidating basic viral pathogenesis of swine influenza, for swine influenza is one of main immunesuppressive diseases in pig flocks and causes the serious harm to the swine industry. Along this line, it is also indispensable to study the host response against SwIV infection and analyze the potential pathogenesis of SwIV infection.
Moreover, virus infections are generally associated with numerous changes in gene expression of a specific tissue or organ that determines the fate of the ultimate outcome of the infected host. As a high density technology, microarray gene expression profiling has been increasingly used to evaluate the status of gene expressions of pigs after being infected by different pathogens [20, 21] . In the analysis of the gene regulation patterns, attention has been given to genes related to the key factor in the clinical course and pathology of the disease, particularly when the host was infected with zoonosis, like SwIV [22] .
To obtain the sufficient information on host response of H1N1 SwIV infection in pigs, the present study focused on the global genomic analysis of transcriptional responses of pig lungs to H1N1 virus infection using Agilent Porcine Oligo Microarray containing more than 42,034 transcripts. The comparison of H1N1 SwIVinfected and mock-infected pig lungs indicated that 268 and 214 DE genes were differently expressed respectively on PID 3 and PID 7 (Fold change ≥ 2, p < 0.05). As a result, these data would enable us to better understand the underlying pathogenesis of H1N1 SwIV infection in pigs.
Methods

Animals and viruses
A total of 30 piglets with high-health status were obtained from a commercial herd and were raised in isolated facilities. To confirm that all piglets were free of swine influenza virus prior to challenge, Hemagglutination Inhibition Test (HI) and Enzyme-linked immunosorbent assay (ELISA) were performed on all pigs' sera and the sera were confirmed negative for the antibodies against H1 and H3 swine influenza viruses (unpublished data). The influenza viruses were stored at -80°C. The biological properties of swine influenza strains including EID 50 and TCID 50 were also determined (unpublished data). The representative of these strains, designated as A/swine/Hubei/101/2009(H1N1) was sequenced and submitted into the Genbank (Accession numbers: CY083005, CY083006, CY083007, CY083008, CY083009, CY083010, CY083011, CY083012).
Virus infection and tissue collection
All procedures for animal infection and tissue collection were performed according to protocols approved by Biological Studies Animal Care and Use Committee in Hubei Province, PR China. At the age of day 35, 15 pigs were randomly allocated to the non-infected group and another 15 to the infected group. Each piglet in the infected group was intranasaly challenged with A/swine/ Hubei/101/2009(H1N1) strain at a dose of 10 7.0 EID 50 in 2 ml of phosphate buffered saline (PBS) in separate HEPA filtered containment facilities. Each piglet of the non-infected group was treated similarly with an identical volume of PBS as control. Clinical symptoms, including lethargy, anorexia, coughing, hyperpnea or dyspnea, nasal and ocular discharge, and their body temperature were recorded daily. 7 from the infected pigs and 7 from the control pigs were respectively euthanized on PID 3 and 7 by intravenous administration of pentobarbital, and their lungs were removed completely. The percentage of the surface of each pulmonary lobe affected by macroscopic lesions was estimated visually. Virus isolation and H1N1 specific quantitative real-time PCR (qRT-PCR) were performed after the pigs were sacrificed on PID 3 and 7. Quantification was achieved by relating viral Ct value to the Ct value on a standard curve of a measured copy number of a plasmid bearing a 140 bps fragment of the NP gene, amplified by using the following primers: 5-CACTCACCTGAT-GATTTGGCA-3 (forward) and 5-CAGCAGCTCCA-GATCTCCTTG-3 (reverse). Some lungs from both groups were frozen and stored in liquid nitrogen immediately after collection until RNA extraction, and the remaining were fixed in formalin for further histopathology evaluation.
RNA extraction, reverse transcription, RNA labelling and cRNA hybridization Total RNA extraction from the lungs prepared from the same lesion, areas of localized infection (with viral mRNA present) was performed using TRIzol by following the standard instructions (Invitrogen, Carlsbad, CA) and a clean-up was carried out using RNeasy columns (Qiagen, Valencia, CA). Both RNA integrity and concentration were evaluated by Agilent 2100 Bioanalyzer by following the manufacturer's instructions (Agilent Technologies, Palo Alto, CA). Reverse transcription of 2 μg total RNA and synthesis of Cy3-labelled cRNA with one round of amplification were carried out by a commercial Agilent array service (Shanghaibio, China) following the standard one-cycle protocol according to the manufacturer's instructions. Transcriptional profiles were assessed using Agilent 4 × 44 K Porcine Oligo Microarray which contains more than 42,034 transcripts of pig from the database of RefSeq, Unigene and TIGR. Hybridization and scanning of the arrays were carried out according to standard protocols using a G2565BA Scanner (Agilent Technologies, Palo Alto, CA).
Expression microarray analysis and bioinformatics
Raw data and statistical analyses were performed with Feature Extraction software. Normalization was performed per chip (normalized to 50th percentile) and per gene (normalized to the median) respectively. A statistical analysis of variance (ANOVA) model was applied to the data and the significance was showed by accepting a false discovery rate (FDR) of 0.05. A further cut-off threshold was applied based on a fold change of 2.0 between infected and control pigs. Then all the DE genes were performed for hierarchical cluster (Ver.3.0) and TreeView (Ver.1.1.1) analyses. Genes with significant similarities to the transcripts in nr database based on BLASTX searches were selected for GO analysis, performed by MAS 3.0 software which was based on DAVID database (CapitalBio, Beijing, China) [23] . Annotation results were obtained by inputting the list of gene symbol as identifier. The Pathway analysis was done using the MAS 3.0 software which was based on the Kyoto Encyclopedia of Genes and Genomes database (KEGG) (CapitalBio, Beijing, China). The raw and processed data discussed in this publication have been deposited in NCBI's Gene Expression Omnibus and are accessible through GEO Series accession number GSE28871.
qRT-PCR for confirmation
Microarray results were validated by qRT-PCR using SYBR green-based detection with an ABI PRISM 7500 cycler (Applied Biosystems, Foster City, CA). Total lung RNA (1 μg) prepared as described above was reversely transcribed in a 20 ul reaction mixture containing 2ul avian myeloblastosis virus (AMV) buffer, 50 pM Oli-go18T, 0.5 mM dNTPs, 10 U RNase inhibitor and 20 U AMV reverse transcriptase (TAKARA, Japan). All primers were designed using Primer Premier 5.0 software based on the sequences of the corresponding porcine mRNAs in GenBank (Additional file 1). The GAPDH gene was used for expression normalization, using the primers described previously [23] . PCRs were triplicated to guarantee the reproducibility of amplification of the lung cDNA sample from each animal. Changes in gene expression revealed by qRT-PCR were calculated by following the t-test reported previously [24] , and a P-value < 0.05 was considered significant. Reaction specificity was ascertained by performing the Melt procedure at the end of the amplification protocol; and the efficiency of the PCR reaction was 92-99% for all reactions (slope standard line between-3.3 and-3.6) according to the manufacturer's instructions (Applied Biosystems, Foster City, CA).
Results
Clinical and Pathological evaluation
By monitoring the clinical signs of all pigs, it was intriguing to find that most infected pigs just showed mild signs, such as coughing, nasal discharge and dyspnea on PID 1-3 and recovered on PID 5-7. The average body temperature of infected pigs started to increase on PID 1, peaked around PID 3 with 40.8°C, and returned to the initial temperature (about 39°C) until PID 5 (P < 0. 05). As expected, the temperature of the six PBS-mock infected pigs rose slightly on PID 1 and kept stable all the remaining days. To investigate pathological damage to lungs of infected pigs, 7 from the infected pigs and 7 from the control pigs were respectively euthanized on PID 3 and 7 by intravenous administration of pentobarbital, and the macroscopic lesions of lungs tissues were estimated visually ( Figure 1A ). Then lungs of pigs in each group were fixed by submerging them in 4% neutral buffered formalin and embedding them in paraffin. Three-micron sections were made before they were stained with hematoxylin and eosin (H&E). Lung tissues in lesion areas of PID 3 showed dominant pneumonia with increased lung elastance, severe edema formation, and pathological responses, such as large amount infiltration of inflammatory cells, alveolar wall thickening and bleeding. The pathological changes of lung tissues on PID 7 were investigated, they just showed slightly alveolar wall thickening with few inflammatory cells, and the PBS-mock infected pigs didn't show lung lesions ( Figure 1B) .
Virus isolation and confirmation
The virus could be isolated from lung tissues in all infected pigs on PID 3 and PID 7 but could only be found in nasal swabs of pigs before PID 3. As expected, no virus could be isolated in the controls. To investigate the tissue distribution of virus, samples of heart, liver, spleen, lung, kidney, trachea, tonsil, intestine and serum from pigs were collected on PID 3 and 7 after inoculation, then detected to manifest whether any virus could be isolated from these tissues. Results showed that in most infected pigs, the virus could be isolated only from the trachea and lung. No virus was isolated from heart, liver, intestine, spleen, tonsil or kidney in any infected pigs. The above results were confirmed by qRT-PCR using specific primers for the NP gene (unpublished data). Based on these results, we chose three pigs from each group to perform the following studies.
Gene expression alterations in the lung tissue
To analyse the genomic expression of SwIV-infected pigs, total RNA was extracted from the infected pig lungs (with viral mRNA present) and from the control pig lungs at the same area. The transcriptome analysis indicated that the detection ratios of all probe sets in the chip representing "expression transcripts" were 75-85% in different samples, which could exactly meet the quality control standards. The global expression profile of porcine lungs of the infected group was compared with that of the control group. After quantile normalization and statistical analyses, a total of 534 and 467 transcripts at acute and recovery phases were respectively identified to be differentially expressed (Fold change ≥ 2, p < 0.05). The functions of the DE genes were analysed by MAS 3.0 software. Surprisingly, about half of the transcripts at both time points were not functionally annotated, with only a total of 268 genes showing clear functional annotation on PID 3 and 214 genes on PID 7, and all DE genes were performed for hierarchical cluster (Figure 2A and 2C). Amongst the DE genes on PID 3, a set of 160 genes were up-regulated and the rest of 108 genes were down-regulated. The DE genes mainly clustered into functional groups: signal transduction (e.g. TLRs, RLRs), immune response (e.g. GBP1, OAS2), inflammatory response (e.g. CXCL9, CXCL10), cell adhesion (e.g. SELL, SELE), cell-cell signaling (e.g. CCR5, TGF-b2), biological process (e.g. RETN, APO-BEC3A), transport (e.g. Haptocorrin, AQP7), oxidation reduction (e.g. DUOX2, ALOX15), interspecies interaction between organisms (e.g. IFIH1, STAT1), response to virus (e.g. MX1, ISG20) and so on ( Figure 2B ). Particularly, the genes associated with immune and inflammatory response were highly overexpressed among the upregulated genes, which indicated that they may play important roles in host defense response at the early stage of infection (Table 1) . Through similar analysis, on PID 7, it was found that the predominant groups of DE genes contained signal transduction, metabolism, transcription, development and transport, however, the DE genes related with immune and inflammatory responses became the minority in number ( Table 2 ). The results presented here reflected that it was beneficial for the host to prevent excessive inflammatory damage and recover the normal state by activating these clusters of genes mentioned above ( Figure 2D ). When comparing the DE genes on PID 3 and 7, only 23 genes were present in the two time points, and they may exert a continuous impact on host at both early and recovery stages (Additional file 2). The complete microarray dataset of the two time points with functional annotations and the changes at expression level is summarized in Supplementary Table (Additional file 3 ).
Pathway analysis
To gain insight into the different biological processes of swine influenza infection at the different time points, a pathway analysis was performed on DE genes. We selected most genes for further examination, based on their potential implication in immune and inflammatory response processes. On PID 3, by using the KEGG database, the significant pathways mainly contained Cell adhesion molecules, Cytokine-cytokine receptor interaction, Toll-like receptor signaling pathway and MAPK signaling pathway, which suggested that at the early stage, the host took different strategies to activate immune and inflammatory response so as to prevent from virus infections. However, on PID 7, PPAR signaling pathway and Complement and coagulation cascades became the most significant pathways, indicating that the host start to repair excessive tissue damage by antiinflammatory functions at the recovery stage ( Table 3) .
Validation of microarray data by qRT-PCR
In order to get an overall validation of the microarray results, 13 genes with different levels of altered expression (10 up-regulated and 3 down-regulated) were selected for qRT-PCR confirmation, based on their involvement in different functional groups or pathways. Results showed that the altered expression of these 13 genes identified by microarray was consistent with the results of qRT-PCR (Figure 3 ), although the extent of the changes as measured by the two methods did not match exactly due to the different nature of the procedures (Table 4 ). What's more, qRT-PCR of 15 representative genes associated with anti-viral immune function were performed including TLRs and interferon-induced genes (ISGs) and found the similar tendency as microarray results ( Table 5 ). The data could indicate that the results from the microarray analysis are good indicators of overall changes in gene expression.
Discussion
Swine influenza is an acute respiratory disease caused by influenza A viruses that circulate among pigs with few or no clinical signs. However, after swine influenza infection, the altering host response predisposes to secondary bacterial infection in pigs through complicated mechanisms. At present, the molecular mechanisms of The DE genes associated with immune and inflammatory responses were assigned based on GO term and manual annotation. Manual annotations were listed in italics. Most genes could also be classified into other categories but only immune and inflammatory responses were considered.
host factors involved in pathogenesis and secondary infection have not been clearly established due to the lack of overall information about host response after influenza infection in pigs. The pathogenesis of swine influenza resembles that of human influenza [25] . In humans, many studies have shown that the severe disease associated with influenza infection might arise through different mechanisms, and one important factor is the augmented host response induced by influenza virus [25] . In view of this, a genomic expression analysis was performed to obtain global information of the host response in lungs of infected pigs at different infection stages. While our clinical and pathological findings are in keeping with the findings of other authors, our Sus scrofa S100 calcium binding protein A16 S100A16 -13.31639 NM_001190208.1
The DE genes associated with inflammatory response were assigned based on GO term and manual annotation. Manual annotations were listed in italics. Most genes could also be classified into other categories but only immune and inflammatory responses were considered. unique immunological data allows for the ability to explain the short-lasting clinical signs and severe pathological changes over the course of illness through immune and inflammatory responses of pigs to H1N1 SwIV.
Anti-viral innate immune response
The innate immune system functions as the first line of host defense against numerous pathogens. Pattern recognition receptors (PRRs) are a class of innate immune response expressed sensors that provide the host with the ability to detect and respond to virus infection, then trigger a class of anti-viral signaling cascades, ultimately ensuring production of necessary effectors molecules required for virus elimination, such as type-I interferons (IFNs). In this study, we found that several pattern recognition receptors were overexpressed in the infected pigs on PID 3, including intracellular sensors (MDA5, RIG-I and TLR3, 8, 9) and extracellular sensors (CD14 and TLR2) with differently increased folds, which was determined by qRT-PCR. With this in mind, we hypothesized that Toll-like receptors (TLRs) and RIG-I like receptors (RLRs) might be activated by SwIV then the receptors triggered the activation of NF-B and IRF3/7, which cooperated in induction of antiviral type I IFNs [26] . Different TLR family detects distinct microbial pathogen associated molecular patterns (PAMPs) and triggers the activation of specific signaling pathways, leading to induction of interferons [27] . Though interferons were not observed up-regulated on PID 3, we hypothesized that interferons might be induced at the earlier time of infection, which could be indicated by the following enhanced production of ISGs [28] . ISGs are a large family of IFN-signaling and IFN-stimulated immune mediators, which may have a crucial role in antiviral response and host defense [29, 30] . The present study found that on PID 3, ISGs particularly showed the increase of the expression to a relatively high level in response to H1N1 virus infection in pigs, and many showed even higher level, e.g. OASL, OAS2, MX1, IRF7, IRF3, IFIT1, IFIT2, IFIT3, ISG15, ISG20 and ISG44. Several recent microarray results have also highlighted the common involvement of IFNmediated anti-viral responses in the acute phase of influenza infections in other animal models, and illustrated the role of interferons in the first line of defense against virus infections [31] . In addition, there are several functionally less well characterized interferon- Fold changes of gene expression in the porcine lung 3 days following H1N1 SwIV infection compared with the controls. The fold changes were calculated by the formula of 2 -delta-delta Ct , data was means ± SD of triplicate reactions for each gene transcript. The expression level of GAPDH was assayed for normalization during quantitative PCR. induced genes, such as INDO, CXCL9, CXCL10, GBP1, GBP2, GBP4, IFITM1 and CD274. CD274 is up-regulated on lymphocytes upon IFN-gamma activation and plays a role in T cell co-stimulation and apoptosis during viral infections [32] . GBPs belong to the same families of IFN inducible GTPases as Mx1, and human GBP1 and GBP2 have been implicated in the resistance to VSV and ECMV infection [33] . The role of porcine GBPs in the influenza virus replication is in process of our research, but the experiment results achieved so far could imply that GBP1 has a significant anti-viral effect for influenza (unpublished data). The interferon-inducible transmembrane proteins (IFITMs) have recently been discovered to restrict an early replication of influenza A virus and flaviviruses, including dengue virus and West Nile virus [34] . The up-regulation of IFNinducible genes after virus infection suggests that the expressions of these genes may play important roles in host antiviral activities. To further confirm the overrepresentation of antiviral genes, qRT-PCR of 15
representative genes was performed including TLRs and ISGs and the similar tendency as microarray results was observed (Figure 4 ). It was interesting to note that although the majority of up-regulated genes involved in the anti-viral immune response, three inhibitory genes were also up-regulated, including ISG15, USP18 and ISG56, which had been reported as the negative regulators of the RLRs signaling or IFN signaling [35] [36] [37] . This finding indicated that the production of these negativeregulated genes was an equally important factor of the host response which may keep extremely pulmonary response in check and help restore the host to its normal state when the infection is no longer present. IFNs also stimulate the production of the MHC class I and II proteins which play important roles in the immune response to infections. In humans, HLA-B (major histocompatibility complex (MHC); class I; B) and HLA-DRB1 (MHC; class II; DR beta 1) are involved in antigen presentation and the connection of the innate immune system with the adaptive immune system. In the present study, interestingly, both of the MHC genes, SLA-B and SLA-DQA were up-regulated, at 3.2-fold and 5.2-fold respectively. Previous studies have demonstrated that viruses have evolved mechanisms to inhibit MHC class I expression by interfering with the function of the MHC class I assembly machinery in the endoplasmic reticulum and by exploiting endoplasmic-reticulumassociated degradation pathways [38] . Different influenza strains demonstrate various abilities in modulating the mRNA expression of MHC class. On the one hand, H3N2 influenza virus could cause the up-regulation of MHC class I mRNA expression levels [39] . On the other hand, the expression of MHC class I did not increase due to the infection of macrophages with a low pathogenic H7N2 AIV [40] . Thus, it can be suggested that H1N1 SwIV may be unable to inhibit MHC genes expression, which should be an important host factor for easily controlling virus.
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Besides the above anti-viral agents, another important defense component of an animal innate immune response is constitutive or inducible production of antimicrobial host defense peptides (HDPs). Besides MAPK and JAK/STAT signaling pathways, interaction between virus and TLRs can trigger the NF-B transcription factor, thus activating down-stream signaling pathway responsible for producing HDPs [41] . In this study, we detected several high-expression antimicrobial peptides on PID 3, such as PMAP23, PR39, CAMP and NPG4 which were all up-regulated with 21.7-fold, 13.5-fold, 8.3-fold and 8.2-fold respectively. A correlation between the acute SwIV infection and the high level of HDP production in pig lungs was demonstrated by qRT-PCR. To evaluate antiviral activity of the HDPs, PMAP23 and NPG4 were chosen to further characterize the function in vitro. The primary results demonstrated that in most cases, either peptides pre-incubation with virus prior to addition to cells, or simultaneous addition to cells in cell culture medium, yielded similar results with regard to inactivation of viral infectivity in a dose-dependent manner (unpublished data). These findings suggest that HDPs contribute to an early host defense against SIV infection which may be the potential antiviral effectors of pigs.
Inflammatory responses
When successfully overcoming the first barrier of host defense, influenza virus will infect the lung epithelial cells and macrophages then activates the production of proinflammatory cytokines and chemokines through distinct signaling pathways [42, 43] . Using DNA microarrays, the gene expression patterns that correlate with inflammatory response of virus infection can be identified. Through such approach, it has been reported that different animals (such as primates, ferrets and mice) with influenza infection have been induced extraordinarily high expression of cytokines and chemokines (e.g. CXCL10, CCL2 and CXCL9) [44] [45] [46] . In the current report, we found that a large amount of genes involved in inflammatory response were up-regulated at various degrees after H1N1 SwIV infection, such as SERPINA3, CXCL9, CXCL10, CD163, CD14, CCR5, CCL26, C4 and ALOX15. Furthermore, we also found that thirteen genes involved in Toll-like receptors pathway and another thirteen genes in MAPK signaling pathway were regulated, which reflected the up-stream signaling cascades that could lead to secretion of inflammatory cytokines and chemokines. The role of pro-inflammatory cytokines and chemokines in the pathogenesis of H1N1 virus infection in mammal remains controversial. For instance, in response to pro-inflammatory cytokines, immune cells migrate toward the areas of infection where they exert host defense functions by phagocytosing cell debris and invading microorganisms, and eventually controlled the infection. However, the overabundant productions of inflammatory responses are responsible for the signs and pathogenesis of influenza infection [47, 48] . For example, CXCL10 is thought to play a role in the temporal development of innate and adaptive immunity in concert with type I and II IFNs [49] . However, previous studies in vivo have also shown that CXCL10 potentially contributes to lung pathology of H1N1 virus infection [50] . In addition, the receptors of chemokines play an important role in site-directed migration and activation of leukocytes. In our studies, CCR5, CCR10 and CXCR6 were slightly upregulated at the early infection. Previous studies have proved that avian H1N1 influenza virus could enhance expression of CCR5 in infected adult MDMs [51] . Using knock-down mice model, CCR5 was demonstrated to play a significant role in reducing the mortality rates of mice after influenza virus infection, which indicated that CCR5 significantly affected the course of immune mechanisms as well as the clinical outcome, although in a profound way [52] . In addition, it has been deeply studied that cell adhesion molecules, which can mediate virus-elicited alveolar monocyte accumulation in SwIVinfected pigs, play essential roles in many immune and inflammatory responses [53] . In the current study, through KEGG pathway analysis, we found that cell adhesion molecules (CAMs) pathway was the significant one during the acute virus infection, which contained the families of immunoglobulin superfamily (IGSF21), selectins (SELL, SELE), and others like F11R, CD274, CD2, CR2 and their ligands. Briefly, the above results suggest that the production of inflammatory cytokines and cell adhesion molecules in pigs could not only contribute to the control of virus replication but also elicit significant tissue damage of lung in the context of acute H1N1 virus infection.
In order to keep homeostasis of development and metabolism, the host must express anti-inflammatory factors to prevent excessive inflammatory damage caused by infection. In this study, we found several genes were regulated after influenza infection which involved in anti-inflammatory functions through PPAR signaling pathway especially on PID 7. The activation of PPAR pathway can play the significant role in antiinflammatory process because they reduce expression of several pro-inflammatory cytokines, chemokines, and cell adhesion molecules [54] . Except for genes of PPAR signaling, we also detected up-regulation of other individual anti-inflammatory factors, such as IL1-RA, IL2RA, HSP40 and HSP70. Interestingly, as the anti-inflammatory mediator, TGF-b2 was found to be down-regulated for SwIV infection throughout the whole process, which was demonstrated by qRT-PCR. Previous studies showed that human H1N1 virus could induce a persistent elevation of TGF-b2 mRNA at human pulmonary epithelial cells [55] , while highly pathogenic H5N1 virus could cause a down-regulation of TGF-b secretion in mice model which resulted in more severe and widespread lesions [56] . Whether the down-regulation of TGF-β was caused by swine influenza or responsible for acute lung immunopathology of early infection of swine influenza remains to be further studied. From these analyses, we could propose that the infection course is the balance of pro-inflammatory versus anti-inflammatory factors, and these in common affects clinical outcome of influenza virus infections.
Acute-phase response
Acute phase proteins (APPs), such as LTF, SAA2 and coagulation factor XIII, were involved in physiologic reactions initiated early in the inflammatory process [57] . Acute phase proteins were also reported as host antiviral factors against virus infection. In response to influenza virus infection, numerous acute phase proteins in plasma, such as CRP, SAA1, and Orosomucoid, increased dramatically in concentration [58, 59] . In the present study, we found several genes such as SER-PINA3, MBL2, F2, CD163, SAA2 and lactotransferrin were all up-regulated with 3.12-fold, 2.57-fold, 2.14-fold, 2.63-fold, 8.43-fold and 12.4-fold respectively on PID 3. These up-regulated genes are representative of acute response of host and may help host eliminate the invading viruses. However, it is interesting to note that the genes including Alpha-2-macroglobulin (A2M), Transferrin and Fibronectin were down-regulated on PID 3. A2M has been identified as the inhibitor of influenza A virus in pig serum with virus-neutralizing activity [60] . Recently, using proteomics method, researchers identified A2M in the salivary of people infected with swine origin influenza A virus (S-OIV), and explored A2M as a novel receptor-targeted inhibitor against S-OIV [61] . The cause and effect of down-regulated expression of these genes associated with acute-phase response need further study.
The expression of the immune cell markers
Cellular immune responses are critical for the complete clearance of the influenza virus [62] . Pigs infected with H3N2 and H1N1 viruses have an increased frequency of neutrophils, NK cells, and CD4 and CD8 T cells in the BAL fluid [63] . As pulmonary inflammation after influenza virus infection often involves immune cells infiltration, it raises the question whether the host response occurs primarily in sessile lung cells or could be attributed to infiltrating immune cells. In the current study, several genes as immune cell markers were also detected moderately upregulated, containing some markers associated with monocytes and macrophages (e.g. CD14, CD163) or T lymphocytes (e.g. CD2, CD3ε and CD8A) on PID 3 [64] . In some cases these CD molecules do show a parallel expression pattern, as expected if the gene expression responses are caused by cellular influx. Recently, some researchers have found that higher frequencies of cytotoxic T lymphocytes, dendritic cells, activated T cells, and CD4+ and CD8+ T cells could be detected in SwIV-infected pig lungs by flow cytometric analysis [13] . In addition, leukocyte/endothelial cell adhesion molecules are essential mediators of both immune and inflammatory responses, especially implicated in leukocyte recruitment, trafficking and tissue damage [52] . In the current study, some cell adhesion molecules were detected over-expression during the acute virus infection, such as the families of immunoglobulin superfamily (IGSF21), selectins (SELL, SELE), and other molecules like CD274, CR2 and their ligands, which could be considered as the indirect evidences for leukocyte recruitments. Therefore, these suggested that the host immune and inflammatory responses in our study could be partly attributed to immune-related cells influx after virus infection. Other functional classes of DE genes involved in host response might be essentially dependent on gene expression changes in sessile pulmonary cells. Further study is suggested to be focused on the impact of immune cells influx to transcriptional changes of lungs after SwIV infection.
Conclusions
In this work, we compared host clinical signs and pathology changes between infected pigs with H1N1 SwIV and the controls at the different stages, and subsequently determined 268 DE genes on PID 3 and 214 DE genes on PID 7 respectively, through DNA microarray analysis under the specific criteria. Our data explained that a series of genes involved in host defense responses were activated after the H1N1 SwIV invasion, which might be contributors to eliminating virus and severe immunopathology associated with virus infections. The comparison of the overall pattern of antiviral signaling and pro-inflammatory pathways activated by SwIV, it could help to screen the potential host agents for reducing the prevalence of SwIV and further understand the pathogenesis of swine influenza infection in pigs. 
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